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*/ y ton*/ y**r*/#~-M &&mi£L#>&Z.iHzj: 

£ 3 i: £ f £ * ^ > x ^ 4 y amttm. 

[n*^6] mmm. ^z^y XTjy**JWE&mm* v** 

i: % &m L X & * i £ £ £ ~? £ * ^ y x t- -f > m% M 

Jinryft £&mmmiz .ts^jcsic <t y £j*^5ffc^%&#^sfc«>©ttlg& 

&&<£%&mvxte&z£&ftm£?&tt*/XTjyw&m&mmf&®. 

)\s1z?-y$S &&mm\C ASKS/SIC J: y ^"TS^^*->S:^*f-rsfcH)<©f* 
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o 

[0 0 0 1 ] 
[0 0 0 2] 

mv>±& %%f^t>-tz.ftt> ttmmmomtemB t* & & * ^ s/ x ^ > m^e &mmm 

[0 0 0 3] 

VE&frbftbtiT^&fcti/XTj y&>mfe&£ LTtt, HPLC mmwifc 

PU^btf^yj) Zm^Tfr^tsXT^ >ZfrM-?2>XWi (Clin.Chem.,39,pl 
590(1993)) , ^^i/^r^>5:MItm, HPLCW^M (Cli 
n.Chem. , 35 , pl921 (1989) ) S-T^J */ frfc^i/ X<r4 >fln*4H¥8^t3:JgV*T 

(Biochem.Soc.l4(6),pll712(1988)) &£##tf(b*l£ D * jK^S/^t- 
H^tfefe©$:HP LCf3fl6Mt5Jj£ (Anal .Biochem. ,199,pll2(1991)) 
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[0 0 0 4] 

ytY^I^^Xtt^^i/^fY^^iStSM (fi^8- 5 0 6 4 7 8 

(#*2 000-50226 2^4*38) , jj>=6 */^T">f >lCMLT^j»fN« 

^S/^^^f >Sij«3£-rS^*6 (#^2 000-16659 7 -if^fg) , jfc^*/* 

SfeliflfeftTKfg&SS-rS^m (#H2 0 00-22899 8 #4*?!) fcif%$g 
[0 0 0 5] 

[0 0 0 6] 
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[0 0 0 7] 

mm & mm -t z t=. &> <d 

[0 0 0 8] 

t K, U-;i/nS/>*fcttiiK'ffc*5S©^&< £& i«<&#ffii-5i£i&4$&i:-r 
6 jJx *e i/ 7. -r ><0M£ 

(2) fStWtc, ^#^>-*^i>*^-f >*^;i/?f£#@lift, y^f^^U 

(3) fiWc, ^*>f >-3is^^x^>f >*?frffl&mm#&&s?*m'-te?> 

t f S * =E * t- <i > CD $f £ 2f & . 

(4) ^^Lfefb##J^^^^->T'$>S (3) laSO/^^S/^^-f xoasi^^ 

(5) mmm. ^a^y-^i/^^y^^jimmmm. v**/itrv*/yyt 
^ i: & t -r z> ^ ^ ^ ^ > m-&mmmm&m 0 

*y#-M, y-Jizt*/y**ri/#—&* i3£Z$MBmi^£Z>JxJ&iz 

ft £ r t it t -r & * ^ i/ * 7- a y m% m 
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(7) mmm. * y—fc^i/x?-* y**nm&mm. v*mm-y&& 

(8) mffiWL. s<*4 >-^^i/x^-r y*mm&mm* v**)\s±*y&& 

[0 0 0 9] 

*?*m>rv yy*iry#-i£, <itmizvjvnyy^-^y^ 

, vfr^i/y&it&mmfc&m&&ffi'*&z. 

[0 0 10] 

*^wtcfev^TM$ti^^^^ iz-^^i/x^-r y**jbm&mm (ec 2.1 

.1.5) ti, /<^>f>$:%e)-^0lf tit, tf^>X^>r>fC#/8U 

(Pseudomonas) Jg, T^^\Jh^)b^ (Aspergillus) ¥(DfflL%.%fr 
[001 1 ] 

J:tfiSiftffc*3lt£##'r5i$3gT?&y, flJjfcfcfS/y > Kn#-jtf> (Cylindroca 
rpon) T^n^A^^— (Achromobacter) JS, 7— xnA##— (Arthrob 
acter) £*<7)3&£#J7^ ^ggflfc-f -5 Zl £ 

, ^;i/AT;u^ti F 13 £Xfmmit*m*£.l&-t&-V-j]*zi*/y 12 (ec l 

.5.3.1) jCo^Ttt, #11^1^, (Arthrobacter) Jg, 

S/'JtfA (Penicillium) M, rt^Jl* (Bacillus) MWt£.%S&i£fr*»8iJU't& 
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[0 0 1 2] 

0> JfcMft^ScJgtt £ IbJ± $ 1±3 t\ & <b -T J: 3 tc afrj^f £ 

[0013] 

^L< ttHtC if J: iJ^tfi^MT^ft Kli, H a 
nzSt^, *;^7il/ft FIMIII (EC 1.2.1.1) , *M7^ftW* 

[0014] 

^*;b#^>#NK#tt©M§£: LTi/o.- K^"*-* (Pseudomonas) M> T~ 
;*nA##- (Arthrobacter) *^D7^^* (Methylophi lus) MIA 

M7CM^*;i/^^-^->lK#'S©^^i: LTti/N>-e^ v (Hansenula) Jg, 
xS/xUtr (Eschericia) J|, DKA£*- (Rhodobacter) 
<B#3R#&*IT?&»K jfcfc^^-f * (Candida) Jg<Z>#«tlJ3fe<Z>B*ili#rfrfiR 

[0 0 15] 
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m (Agric.Biol.Chem.,38 , P 1213 (1974)) tC «fc*Jfc-feSS, ifiV>^f>|ft*U 
A&MVNfcfc££*fc£#nrtBT?&5#, WI8£iltl£©&tci±, ^;i/;fr3f i> 
-iz#£T. SHt#3&£1*^;fttf, j&MtcjSDT 4-7^7 D 3 — 

#M£: LtN-if;i/-N-x;i/^^nif;i/-m-7-^i/>, n-x^;i,-n 

-7*f;i/-N-^;i/*7'D tf;b-r— U n -x^;b- N -^.^^^n tf;u- 
3 , 5 hdri/T— U N -x;i/*:/n tf;i/- 3 , 5 -2?* N^S/T— U > 

, N-x^-;i/-N-^;i/^^"ntf;i/- 3 , 5 - y*3=-;br— u n-x^-;u- 
N -?.)\s-fczfu tf;v-m- h;W n -x^-;i/-N -y.)^ -? n if o - 
n -x^;i/-N -x;i/3^^n tr;i/- p - hJi4 N-x^;i/- 
n — (2 - t: Kn^t/- 3 -x;i/*7°a tr;i>) -m-T— N-xf;i/- 
N- (2 -t: Kn^ri/- 3 -7.)b-fozfU tf;i/) r— U>, N -x^-;b-N - (2 
-t:Kn^->-3-^;i/*7°nt» - 3 , 5 - h — U y, N- (2 
- 1 KD3ff- 3 -^;i/^^n HVI/) -3,5-i;^h^iy7-UX N-x^ 
;i/-N- (2-t KD^ri/-3-^;i/^7°n^) -3,5-i?^f;i/i'7-U 
n-x^;v-n- ( 2 - 1: Kn^rS/- 3 -x;u4x^n tT/u) -m-h;i/>f^ 
N-xji/*7°ntf;i/7-'J>, p-^nn7x;-;K p-^o^^^y- 
;k 2,4-j;^qd7i;-;k p-tKa^^sm 3,3' ,5,5' - 

rb7^fMVi?^, N- 3,3' ,5,5' --x-h 

v^A"^ N,N,N' ,N' ,N" ,N" -^if ( 3 - 7.}\sfr -fU fcT 

-4, 4' , 4 " - h u y N u ^ix;upi * 

fe, mmt*mzw&. t.f-\t*z^-^&ftT^nm<nmmi£*.yv--*m^ 
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ffifrM&f&\ZV&%M*fo J $>*/zL—)?^-)-7> (Pseudomonas) JRIS^^jQ; if^ e>acg! 
[0 0 16] 

fat lsX*#*yMftiz*?*rfriz*y&Stom&<fflmT?g&z£&mbtiT& 

»; (J.Bacteriol. ,vol.H3,No.l,p218(1973)) , MUtSiStCk V 

if-huzfJvyF&m^-yiL^vyRmr £ £<D^mm^Am (MiH J.Bi 

ol.Chem., 176 tP 789 (1948)) iC J: y + ;* ^ * ^ > 5 is V - 

7 5 y^3rS/#-if, 7 - y 7-i?T?£j3fc;5ft5>r h|ft % 7>^E- 

7, ii§gitft*^£M^t-£#&#W^*i£ 0 ^N^tt, ii«3-^f^-2 

4&j©&3fe2r#f fc if Jc j; y , jSgH[;;fc3gtt±SH#ssic <fc y M£-r -5 i ii £ * „ 

^ — — if ii^/ 3 — K^e^^ (Pseudomonas) Jg> Xhl/^hn-y^ 
^ (Streptpcoccus) MSffE* £JC J: y - £ jbt^jftx ^5. 7^; 

iE^^ri/^'-^li, HtSiSHk (Pseudomonas) M9»fi5fe<7J>@P 

<&#&fcn?&&„ > r - 'J T-lfttS/a.- K^^"^ (Pseudomonas) M 

, ^O^f>U^-7A (Clostridium) Mfc£<0i|IWSS3fc(&#5|S#4fcfcn?& y , 3 

*i e> j: y ag^ t, t, < itmmmm^^m y a lt^^-x^s^^c a y f^«j 

[0 0 1 7] 
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[0018] 

ftjtcii, f^-^gt bttti^f^ W h m^'J 2- 
[0 0 19] 

^fltcfews^^s/^-^-f xoaw^igtcfev^'ttt, ^-^i/x^- 
[0 0 2 0] 

>**fl,m&&m* vt^-jirv yy**y#-v. & &&&&&&& 
*^2/4r-if mtv^ttJ:^. ^#-f y - ft* is x^-ty 

ifXf-JltfV */y7t*i/#-H* -^JVniyyTt^-y^-ifizmLXit, ±j£L£ 
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TJl/T^ F>f Hanzlitl, CTAf^l (J.Biol.Chem.231,p813(l 

958)) , Pu r p a 1 d UM (Anal .Biochem. 234(1) ,p50, (1996)) 
K^>, 7xV7>ftA';9A, i'On^, ;* # 7 -;i/£ilB 

[0021] 

[0 0 2 2] 

mm, vymmmmitmm. fornix*) pH©»^^^t^A\ ^as^vo 

— GOODig®Mtej|#lftfC&ME S, Bis-Tris, A 
DA, PIPES, ACES, BES, MOPS, TES, HEPES, Tri 
cine, Bicine, POPSO, TAPS, CHES, CAPSfc£f#09 
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5. 0-10. OiiDllSBBtttfflStlSit^U^. 
[0 0 2 3] 

, vvy, tfyuz^ywt. wy^wyy. tfv vyytezzmtf&z.ttfx 

r.ii*«T?SSo A^^icii, 75^ h-^. vw 

i/^nf^xf'JX ^-J/^nf^h'JX r n^df ^ h y 

7^n-^, ^'Jn-^x "r-y-Jy. >fsy> % >r 

[0 0 2 4] 

jpmwm&mzmuLxib&^o mmmtLxitry^-rbv^^ *\;-bm 
tf^tti^isssj, ^-r^->tt#M?S'f£M, (^-r^>'i4#®^WJ. m-i^mis 

HA P Sft¥*:@zm-tZ>~£tffft bV^ c 
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[0 0 2 5] 
[0 0 2 6] 

^m(DK^^y-^^iy^>fy^^jv^mm(D^m^.iti^r(Dm l mR 

[0 0 2 7] 

<mm> 

5 0mMU>i*'J-5Aiiii ( P H7. 5) 
ft&B lOOmM DL-*^i/Xr>f>M (^iAt^i) 

k^d o. 2%^>*i/7;7>^« din h v v j**mm 

m,me mm 

urn f i o %mmm-f- hvv atr?§*£ 

[0 0 2 8] 

Wmmm2. 3ml(C|*^B, KiCfe#0. 0 7 5 ml, 0. 1 2 5 m 1 fefltl 

ats^u -^mt. mkume. ^mF^miz^imir^mxxmw 

m& (u) tn G 

[0 0 2 9] 

^Slig (J.Biol.Chem.Vol.271,No.37,p22831(1998)) & 3 - -5 iHS^^S^ 
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£*i&M^Tt: NffFflBc DNA (tuy^yVm) ^iStLT, rtfU^-if 
fi->'J7^i/a> (PCR) U n Sfi3fc<Z)'<*>f ^-jJ^J/^-r-f > 

^f^iii^n- K-rSDNAWr^-ftifflgLfc. P C R liJg* Tic 3* 

Mj» fc r ggft l £ . 

[0 0 3 0] 

KODPlus DNAtfV teftffifitm) lUnit/50/il 

1 OjgpSggjfrfcfAy 77- 5/(l/50/il 
mM cDNA 1 . S u g/ 5 0 fi 1 
d AT P, d TT P, d GT P, d CT P #0. 2 mM 
^7>fV- # 2 5pmols/ 5 0 n 1 
[0 0 3 1] 

TIB ( 2 ) ~ (4) &ft3 Oit-r ^;msgbfe> 

(1) 9 51C, 2^r4 

(2) 9 5t, 3 0#r4 (IStt) 

(3) 6 0t, 3 0M (7--'J>^) 

(4) 6 81C, Iftm 
[0 0 3 2] 

pcrsm, HjS?s©— fips:r^n-^y;i/S^;ata*jc«L, a&i. 2Kb P 

©Jf(gA> r©ff mmft &DN AMS^r^ h (MagExt 

ractor PCR&Gel Clean Up ; 3ft#i&&«E83) &M^T®JR ifflDNA^ 
£N d e I fcjctf B a mH I 0IPS^tCT^ L£„ #CV>T% pETlla^ 
F N^#S?->$S{) &Nd e I SScfct^B amHI ffiMW£M~Z:%iML, Z. 
*l£ilfEDN AHi^i:T4 DNAU^-if (3fc#lHfi&!S) ^Titjlg L 
dtl&ftfl^TEpicurian Coli BL21 (DE3) -CodonPlusTM-RIL 3 > tf-y- > h 

&?ggie&u r>trs/u >&^tfL B3g^igi& ( 1 

V<7h>. 0. 5%i§x^^, 0. 5%NaCl, 1 0 0 a g/ml 7>t? 
^'J>:pH7. 2) |Ci$U 3 7rt'16HrifiLfc. 
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[0 0 3 3] 

H&ftfc3ni-lt 7>t , ^'J>§^t?LB^60mlT30t, 16| 

mMtom^. t&.itm$ci&&x$ry¥i/V yz-gtsx 2 YT^i (i. 6%;tf 

l%»«ac^r^ % 0. 5%NaCl, 34/tg/ml *&fbl£$B, 1 
00mg/ml7>t*/y>;pH7. 2) 6L£g?aU 3 7 °C 
#U£„ $J2. 5 tFIt, 6 0 0 n m©fM*% 1 . OlClLfc^, 

T% >f \J-7n¥jV-& -D-mrtf^t? b \i=y J %/ 1 mMfC&£ J: o fc» 

2-^;i/*yhi^;-;K lmM EDTA^t{2 0mMiJ>iA'JfA| 
mm. (pH7. 5) {CSMbfe. f^VNT'^^ U>^^L/^7?»b, ii^vfrU 

ft, t77f'y?^G-2 5i:±«M DEAEt77D-X^n7h^ 

- ^SSJCJ: »J^fe«S(i, tt^gfcS; (SDS-PAGE) Krtc#— &A>K£ 
[0 0 3 4] 

*$&m <D*?**frtrv V<Df£&fflfe tijy T © f£gS& 

[0 0 3 5] 

K^A 10 0 mMi?^f;i/^'J (10 0 mMU >m± U ^Ai^g^ 

(pH7. 5) -e&flP) 

K^B 0. 1 %4 -7 3 y 7>^t?U >7K^M 

^ic o. i %?3Lj 

UMV 2 5 U/m 1 ^;b^^r>>^-if (:&#j|£j|£§g ; PEO-301) 

St 

[0 0 3 6] 
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nMB, Mmc&&tf&mD&&l. 5ml, 0. 3ml, 0. 6ml 
, 0. 6 m 1 COm^VM^L, ftmumZfttft,**. I©^M3mU3 7 

°cvffi5frm^ffiMULfz.%k. o. i mi (Dmmmm^m^x mm 3 7-c-e 

SiilSlffi (U) £-f& 0 
[0 0 3 7] 

7;i/Xn/t## — • I3f7tl (Arthrobacter nicotianae) IF014234|ft£: 
60ml LB^i (l%^U^^bX 0. 5 %BM^*X. 0. 5%NaC 
l;pH7. 2) (C-e^M®b, 30'C, 16Wi:^|t, 6L6D27 

t^frtrv */i/**r*/#—g2immj& (zyt^my, 1. 

6%p^rX^rX, 1. 4 %U >gft*^zl* U 0. 5 5 % U > gfcnztcgjt— # 

u^a) tcsu 3otc, 4 ommm^mwmmvt^ mmmr&. mmmz 

2 0mM'J^U^AiI$ (PH7. 5) ICliLfe, #;^T* 

u u > >f ^ > tc j: s iii^a^a^j: t77f^nc 

- 2 5 (Cj;3fl8j&#t3g, DEAEt77D-Z^n?h^57-f- 7i-;i/t 

770-7,^7^^77^ ^-^--r^y ?x 2 o o^^aifi^ □ v h ^5 

m&itm^m (sds-page) wtc^— k&^l, r<o^rco^fc?sffi 

[0 0 3 8] 

n»j3 ^^i/^^-r 2/mmm<DM%. (i) 

l^T0M©* ; Ei'^f^>W3O^L&, 0. 8 U/m 1 /^#-f 

^-=^2/^- if (mmm2T°mm) , su/mi ^;i/^-^>>^r--e (iS^M^r 

PEO-301), 10mM/<^X l m M 4 -75 ;7>f bfU lm 
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M N -x^;b-N - (2-tKn^ri/-3-^Mynt» -3-*^;i/T 
(IWfC^W^mS^) &f^f^50mMiJ>i^>JfAiII (p 
H7. 5) 2 7 0 /t UI^L, 3 7X:t* 1 O^W&J^-fr. 5 4 6 nm(D«' 
H I TACH 1 7 0 6 0 g tHHf!£S M ^TIS L fe 0 &/»TB£<Z> 

[0 0 3 9] 

mmm4 j*^*/*^ ynmwi&mfe (2) 

S^^^ilgCD/^^i/^^^ >^?S3 0 ti 1 0. 8U/mM5!^^-* 
ti/^T^>f;Hili (HM! 1 -eMSS) > 5U/mli/7f;^'j^> 

«§g; SAO- 3 4 1) , 5U/m 1 i/ mWffimm ; PEO- 

3 0 1), 10 mM^MX 0 . 2 mM N,N,N' ,N' ,N" ,N" -/\3f 

•9- (3 ti°;i/) -4, 4* , 4° - hyy^; f'J7i-;V)i^> ( 

|Wie-fb^#f2Sm$£) ^^tl^tl^tf 5 0 mMU (p H 7. 5 

) 2 7 0 ^1i:i^U 3 7TCT 1 0^K/£f5$-l±. 6 0 0 n nitf)^^, H 
I TACH I 7 0 6 0^IWgf5:ffl^Tlglfc o M^T^^^^il 

[0 0 4 0] 

*^>X^>f>^TOcDM£ (3) 
mKDM&CDfc^^X^^ >mmM3 0 ft 1 0. 8U/mM^>-* 

^dri/^-if (mmm2T*mm) , 5u/mi-y-;i/=is/>^-^^^-if csr^a® 

ff§g; SAO- 3 4 1) , 2U/ml*;bA7;i/rtKMiii (S^lII? 
; FRD-201) , lOmM^-O, 1 mM N A D Z^tl^tl^ti 5 0 m 
M'J>^'J^«I (pH7. 5) 2 7 0 ^ 1 £ig£-U 3 7^Trl0#fig 
34Onm0®M^, H I T ACH I 7 0 6 O^ISMSt&ffl 
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[0 0 4 1 ] 

mmme fttisx-r-j (4) 

ISifi3 5 5 nm, 6 0 n m©TOS^Mlfc 0 f^iiLT* 

to 

[0 0 4 2] 

HJ66M7 j^S/^tM^MMR©^ (5) 

& CD Jft^S/^-r-f >«iSMft2 0 0 ft 1 3 0mM^^f;i/tf> ( 

XMM) &^f^t, l 5 0mM>J>iAiJ^AMffiI (pH7. 5) 5 0 /t 1 

nm&L, 3 7ic-e3o«f&$tfci, o. 2%^^i/r;7>^>^ ( 



[0 0 4 3] 

t x, &m<D&wiftffimu& zfzm^xm&A^mmmic 
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[0 0 4 4] 

SEQUENCE LISTING 
<110>T0YO BOSEKI KABUSHIKI KAISHA 

<120>METHOD OF HOMOCYSTEINE ASSAY AND COMPOSITION OF REAGENT FOR HOMOCYS 
TEINE ASSAY 

<130>00-0780 «- Kg* Si&lCtt tt £> tl $> fT - X#-S§ £fBA U £ t* . 

<140> 

<141>2000-12-05 *-ffiJgf -5 0tf£fBAU£-r o 

<160>2 

<170>PatentIn Ver.2.1 

<210>1 
<211>40 . 
<212>DNA 

<213>Artif icial Sequence 
<220> 

<223>Descrirtion of Artificial Sequence 
<400>1 

gcaattccat atgccacccg ttgggggcaa aaaggccaag 40 
<210>2 

1 8 ffifE4$ 2001-3107946 
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<211>40 
<212>DNA 

<213> Artificial Sequence 

<220> 

<223>Descrirtion of Artificial Sequence 
<400>2 

atcgcggatc caggctactg tgatttgaat ttttgttttt 40 
[Ell] 

[02] 
[03] 
[04] 
[05] 
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imm^i mm 




^y^f^lS ( u M) 



i 
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[03] 



0.05 




0.00 



0 



20 40 60 80 

Tf^EvJVr-OjgJt ( v M) 



100 



120 



[04] 



2.00 




0.00 



20 



40 



60 80 



100 



120 
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